The present study explored the impact of dietary isoleucine (Ile) on fish growth and flesh quality and revealed a possible role of muscle antioxidant defense in flesh quality in relation to dietary Ile. Grass carp (weighing 256.8¡3.5 g) were fed diets containing six graded levels of Ile (3.8, 6.6, 9.3, 12.5, 15 .2 and 18.5 g/kg) for eight weeks. The results indicated that compared with Ile deficiency (3.8 g/kg diets) and excess (18.5 g/kg diets) groups, 9.3-15.2 g Ile/kg diet supplementations promoted fish growth and muscle fat deposition, whereas 6.6-15.2 g Ile/kg diets supplementation enhanced muscle nutrients (protein and total EAAs) deposition. Furthermore, muscle shear force, pH value, and hydroxyproline concentration were improved by 9.3-12.5, 9.3 and 9.3 g Ile/kg diet supplementations, respectively. However, muscle cooking loss, lactate content, and activities of cathepsin B and L were decreased by 6.6-15.2, 9.3-12.5, 9.3-12.5 and 9.3-15.2 g Ile/kg diet supplementations, respectively. Additionally, 6.6-15.2 and 6.6-12.5 g Ile/kg diet supplementations attenuated malondialdehyde and protein carbonyl contents, respectively. The activities of copper/zinc superoxide dismutase (Cu/Zn-SOD) and glutathione peroxidase (GPx), and glutathione content were enhanced by 6.6-9.3, 6.6-12.5 and 6.6-15.2 g Ile/kg diet supplementations, respectively. Moreover, the relative mRNA expressions of antioxidant enzymes, including Cu/Zn-SOD (6.6-12.5 g/kg diets) and GPx (12.5 g/kg diets), as well as antioxidant-related signaling molecules, including NF-E2-related factor 2 (Nrf2) (6.6-12.5 g/kg diets), target of rapamycin (6.6-12.5 g/kg diets), ribosomal S6 protein kinase 1 (9.3-12.5 g/kg OPEN ACCESS Citation:
Introduction
Between 1980 and 2010, the global per capita consumption of fish increased by more than 58% with the rapid development of aquaculture [1] . However, flesh quality deterioration is one of the most important issues in the aquaculture industry [2] , which leads to poor consumption [3] , increases the risk of cardiovascular disease in consumers [4] and causes tremendous economic losses for producers [5] . Hence, it is necessary to address this issue of fish flesh quality.
Isoleucine (Ile), one type of branched-chain amino acids, is an essential nutrient of all fish species studied and primarily deposited in body protein, notably in skeletal muscle protein [6] . Remarkably, Ile accounts for nearly 4.2% of total muscle protein in grass carp (Ctenopharyngodon idellus) [7] . To the best of our knowledge, there is no information concerning the effect of Ile on flesh quality of fish. Different from non-branched-chain amino acids, Ile largely escapes firstpass hepatic catabolism and is catabolized primarily in skeletal muscle leading to the formation of glutamate [6] . A recent study on Atlantic salmon (Salmo salar L.) showed that dietary glutamate supplementation enhanced fillet firmness [8] . Moreover, dietary Ile supplementation reduced salivary cortisol level in human during intense endurance exercise [9] . Acerete et al. [10] reported that high plasma cortisol levels might be responsible for flesh deterioration in European sea bass (Dicentrarchus labrax). These findings indicated a likely correlation between Ile and fish flesh quality, which warrants investigation.
The content of polyunsaturated unsaturated fatty acids (PUFA) of total fatty acids in grass carp muscle is approximately 33% [7] , which is higher than that of pigs (approximately 20%) [11] . Nevertheless, an abundance of PUFA in fish muscle is susceptible to oxidative damage caused by exceeding reactive oxygen species (ROS) [12] . ROS-induced oxidative damage is considered to be a major factor leading to quality deterioration of fish muscle [13] . Generally, ROS including superoxide anion (O 2 N2 ), hydrogen peroxide (H 2 O 2 ) and hydroxyl radical (NOH), are produced in fish, primarily as a result of aerobic metabolism in mitochondria [14] . However, no information is reported regarding the relationship between Ile and ROS in fish muscle. In Micrococcus luteus cells, Ile could chelate metal ions through its non-protonated amino group [15] . a-keto-bmethyl-n-valeric acid (KMV), a metabolite of isoleucine, was shown to be a scavenger of ROS in an in vitro assay [16] . These data indicated that Ile might influence ROS accumulation in fish. However, whether Ile can affect flesh quality by enhancing the scavenging ability of ROS in fish muscle is unknown, awaiting additional investigation.
Generally, the ROS removal in fish is achieved through antioxidant defense, which in large part relies on the antioxidant substances, such as glutathione (GSH) and antioxidant enzyme (superoxide dismutase, SOD; catalase, CAT; glutathione peroxidase, GPx) activities [12] . The rate-limiting step of GSH biosynthesis is performed by glutamate cysteine ligase (GCL) [17] . Additionally, the activities of antioxidant enzymes may be associated with their gene transcription levels. In rat skeletal muscle, studies have revealed that the elevation of Cu/Zn-SOD, CAT and GPx activities likely occurred, in part, due to an increase in mRNA levels [18] . To date, little information is available regarding the effect of Ile on antioxidant enzyme gene expression. The expression of antioxidant enzyme gene is typically regulated by Nrf2 (NF-E2-related factor 2)-Keap1 (kelch-like ECH-associated protein 1) signaling in fish [19] . Furthermore, Nrf2 can be activated by its upstream signaling molecules, such as TOR (the target of rapamycin) in mice liver [20] . Moreover, CK2 (casein kinase 2) emerged as an ubiquitous cellular signaling molecule and stimulated TOR expression in human lung carcinoma cells [21] . Recently, we have been firstly cloned the cDNA of Nrf2 (Genbank Accession No. KF733814), Keap1 (Genbank Accession No. KF811013), TOR (Genbank Accession No. JX854449) and CK2 (Genbank Accession No. KF914143) in grass carp. To date, information has been scarce concerning the effects of Ile on these signaling molecules of the Nrf2 pathway in fish. Ile can promote insulin secretion in dogs [22] . Several reports have demonstrated that insulin activated TOR signaling pathway in rainbow trout (Oncorhynchus mykiss) [23] and simulated CK2 expression in 3T3-L1 adipocytes [24] . These findings indicated that a likely correlation exists between Ile and signaling molecules involved in the Nrf2 pathway in fish muscle, which requires additional exploration.
Grass carp, with good taste and high nutritional value, is cultured worldwide [25] . The world aquaculture production of grass carp was 4,574,673 tons and ranked second among cultured fish production in 2011 [1] . Presently, with the rapid development of commercial rearing of fish, the use of formulated feed is necessary. The formulation of such feeds is, in large part, dependent on complete information of the nutritional requirements of this species [25] . The Ile requirement for growth was estimated in juvenile grass carp [26] . However, several studies have implied that different response criteria (flesh firmness and fish growth) [8] and growth stages [27] may result in different amino acid requirements. Hence, it is essential to determine the Ile requirements for flesh quality and growth in young grass carp.
The present study investigated the effects of Ile on flesh quality in fish and revealed a likely role of antioxidant defense on flesh quality in relation to dietary Ile. Furthermore, expressions of antioxidant enzymes and signaling molecules involved in the Nrf2 pathway were measured to explore the potential way of Ilemediated antioxidant defense. The present data aimed to evaluate the effect of Ile on fish flesh quality, as well as the optimum dietary Ile levels, for flesh quality and growth in young grass carp.
Materials and Methods

Ethics statement
All experimental protocols were approved by the Animal Care Advisory Committee of Sichuan Agricultural University.
Experimental design and diets
The formulation of the basal diet is shown in Table 1 . Fish meal, casein and gelatin were used as the primary protein sources. The dietary protein level fixed at 300 g/kg was reported to be optimal for promoting the growth of grass carp [25] . L-isoleucine was added to the basal diet to provide graded concentrations of 4.0 g Ile/kg (control), 7.0 g Ile/kg, 10.0 g Ile/kg, 13.0 g Ile/kg, 16.0 g Ile/kg, and 19.0 g Ile/kg diet. The diets were made isonitrogenous by adjusting crystalline L-glycine according to the method of Chen et al. [28] . The pellets were produced and stored at 220˚C until they were used according to the methods described by Lin et al. [29] . Using high-performance liquid chromatography (HPLC), as described by Wu and Mao [7] , the Ile concentrations in diets were analyzed to be 3.8 g/kg, 6.6 g/kg, 9.3 g/kg, 12.5 g/kg, 15.2 g/kg and 18.5 g/kg diet.
Fish Trial
The young grass carp were obtained from an aquaculture stock (Sichuan, China). All of the fish were adapted to the experimental conditions for 2 weeks according to Ahmed and Khan [30] . A total of 540 fish with an average weight of 256.8 (SD, 3.5) g were randomly distributed into 18 (measuring 1.4 m61.4 m61.4 m) cages; each cage was equipped with a disc of 100-cm diameter in the bottom to collect the uneaten food, as described by Wu et al. [31] . The treatments were randomly assigned to 3 cages. The fish were fed to apparent satiation 4 times per day for 8 weeks according to Tang et al. [32] . The dissolved oxygen was higher than 6 mg/L. Water temperature and pH were maintained at 26¡2˚C and 7.0¡0.5, respectively. The photoperiod was adjusted to ambient light regime as previously described by Olsen et al. [33] .
Sample collection and analysis
At the initiation and termination of the feeding trial, the fish in each cage were weighed. After an 8-week feeding Trial, six fish from each treatment group were collected; blood samples were obtained from the caudal vein with heparinized syringes; the blood samples were used for plasma ammonia determination according to the method described by Chen et al [28] . Other fish from each treatment group were anaesthetized (MS 222 metacaine) as described by Larsson et al. [8] and were subsequently killed by a blow to the head according to Liu et al. [34] . The muscle samples were selected as described by Hosseini et al. [4] . The fish were manually filleted, using a new sterile scalpel for each fish. The left sides of the filleted fish were immediately frozen in liquid nitrogen and were stored at 270˚C for proximate composition and antioxidant status; and the other side of the fish was used for determination of flesh quality parameters. Moisture (oven drying to a constant weight), crude protein (N-Kjeldahl66?25), crude fat (solvent extraction with petroleum) were measured according to the methods of Khan et al. [25] . The method for determining muscle amino acid composition was similar to that for determining Ile diet. The shear force required to puncture the fillet surface was recorded to express muscle firmness as previously described by Bahuaud et al. [35] . Cooking loss and hydroxyproline content were analyzed as reported in a previous study by Kong et al. [36] . Cooking loss was calculated as the percent weight reduction of the cooked sample compared with the raw sample to determine muscle water holding capacity (WHC), whereas hydroxyproline content was measured by hydrolysis in hydrochloric acid to determine muscle collagen content. Muscle pH value was detected according to Acerete et al. [10] , with slight modifications. The pH value was directly read in the muscle using a needle pH meter. Additionally, cathepsin B and L activities were measured using the fluorimetrical method according to Bahuaud et al. [35] , with slight modifications. Benzyloxycarbonyl-arginylarginine-4-methyl-7-coumarylamide (Z-Arg-Arg-MCA) for cathepsin B activity and benzyloxycarbonyl-L-phenylalany-L-arginyl-4-methyl-7-coumarylamide (Z-Phe-Arg-MCA) for cathepsin L activity were used as substrates. Lactate content was measured using enzymatic colorimetric analysis according to Acerete et al. [11] . The malondialdehyde (MDA) content was investigated using the thiobarbituric acid reaction according to the method of Li et al. [37] . The protein carbonyl (PC) content was measured using 2,4-dinitrophenylhydrazine (DNPH) reagent, as described by Jiang et al. [38] . The anti-superoxide anion (ASA) capacity was measured using the griess reagent and the anti-hydroxyl radical (a-HR) capacity analysed using the Fenton reaction, which was referenced by the method of Wu et al. [31] . The activities of SOD, GPx and CAT were detected according to Lambertucci et al. [18] . The SOD activity was determined by measuring the decrease in the rate of cytochrome c reduction in a xanthine-xanthine oxidase superoxide generating system. The GPx activity was determined by measuring the rate of NADPH oxidation. The CAT activity was determined by measuring the decomposition of hydrogen peroxide. The GSH content was determined by measuring the formation of 5-thio-2-nitrobenzoate (TNB) according to the method of Tang et al. [32] .
Real-time PCR analysis
The procedures of RNA isolation, reverse transcription and quantitative real-time PCR were similar to those previously described by Bahuaud et al. [35] . The total RNA was extracted from muscle using an RNAiso plus kit. The RNA quantity and quality were assessed using spectrophotometry. Subsequently, the first-strand cDNA was synthesized using a PrimeScripte RT reagent Kit, according to the manufacturer's instructions. The quantitative real-time PCR was performed on a CFX96 Real-Time PCR Detection System using Prime Script RT-PCR Kit II. Specific primers for GCL, Nrf2, Keap1, TOR and CK2 genes were designed according to the grass carp sequences cloned in our laboratory, and primers for Cu/Zn-SOD, CAT, GPx, and S6K1 genes were designed using the published sequences of grass carp. The primer sequences and optimal annealing temperatures are shown in Table 2 . All of the primer amplification efficiencies were approximately 100% for these genes. b-actin expression was the choice for normalization based on the results of our preliminary experiment regarding the evaluation of internal control genes (S2 and S3 Tables).
Statistical analyses
The data were analyzed using one-way analysis of variance (ANOVA), and the Duncan method was subsequently employed to determine significant differences among the treatment groups at the level of P,0.05 using SPSS 18.0 (SPSS Inc., Chicago, IL, USA). The correlations were obtained using the Pearson correlation coefficients, at the same level of significance. The relationship between dietary Ile and growth performance, muscle composition, flesh quality parameters as well as muscle antioxidant parameters were subjected to a quadratic regression model as described by Tang et al. [32] . A quadratic regression model was used to estimate dietary Ile requirements based on muscle cooking loss and PWG according to Chen et al. [28] .
Results
Growth performance and muscle composition
Growth performance factors, PAC and muscle proximate composition are presented in Table 3 . FBW, PWG, SGR, FE and PER gradually increased with higher Ile levels up to 12.5 g/kg diet and then they significantly decreased (P,0.05). FI improved as dietary Ile levels increased from 3.8 g/kg to 9.3 g/kg diet (P,0.05) and decreased thereafter (P,0.05). PAC decreased with higher Ile levels up to 9.3 g/kg diet, and increased thereafter (P,0.05). Fish that were fed 12.5 g Ile/kg diet had lower muscle moisture content than fish that were fed 3.8 g Ile/kg diet (P,0.05), and no significant differences were found among the other groups (P.0.05). The protein and lipid contents increased with higher levels of dietary Ile up to 12.5 g/kg diet and decreased thereafter (P,0.05). Additionally, FBW, PWG, SGR, FI, FE, PER, and PAC as well as muscle moisture, protein and fat contents showed a quadratic response to dietary Ile levels ( Table 3) . As shown in Fig. 1 
Amino acid composition of muscle
The amino acid composition of grass carp muscle fed diets with graded levels of Ile is shown in glutamic acid, glycine, alanine, methionine, leucine, tyrosine and lysine contents increased with higher dietary Ile levels and subsequently decreased with increasing dietary Ile levels up to 18.5 g/kg diet (P,0.05). However, valine, cysteine, phenylalanine, histidine and arginine contents were not significantly affected by dietary Ile (P.0.05). 
Flesh quality parameters
As shown in Table 5 , dietary Ile has significant effects on flesh quality parameters of grass carp. Cooking loss was the highest for fish that were fed 3.8 g Ile/kg and 18.5 g Ile/kg diets (P,0.05). The shear force increased with higher dietary Ile levels up to 9.3 g/kg diet and subsequently decreased (P,0.05). The hydroxyproline content followed a similar pattern to that observed with shear force. The pH value elevated with increasing dietary Ile levels up to 9.3 g/kg diet and gradually decreased thereafter (P,0.05). The lactate content exhibited an opposite pattern of pH. The cathepsin B and L activities decreased with increasing dietary Ile levels up to 9.3 g/kg diet and subsequently gradually increased (P,0.05). The regression analysis showed a quadratic relationship between muscle cooking loss, shear force, pH, cathepsin B and L activities and lactate content with dietary Ile levels ( Table 5 ). On subjecting the muscle cooking loss and dietary Ile levels to quadratic regression analysis, optimum leucine level was found at 11.1 g/kg diet or 36.0 g/kg of dietary protein (Fig. 2) .
Muscle antioxidant parameters
The effects of dietary Ile supplementation on muscle antioxidant parameters of grass carp are presented in Table 6 . The lowest PC content was obtained for fish that were fed diets containing 9.3 g Ile/kg diet (P,0.05), whereas the fish that were fed diets containing 15.2 g Ile/kg diet had the lowest MDA content. ASA and a-HR capacities increased as dietary Ile levels rose up to 6.6 g Ile/kg and 9.3 g Ile/ kg diet, respectively, and decreased with increasing dietary Ile levels up to 15.2 g Ile/kg diet (P,0.05), at which point the response reached a plateau (P.0.05). The Cu/Zn-SOD activity increased with increasing dietary Ile levels up to 9.3 g/kg diet and decreased with Ile levels further increasing (P,0.05). The GPx activity was the highest for fish that were fed a diet containing 9.3 g Ile/kg diet (P,0.05). The CAT activity was the highest for fish that were fed with 3.8 g Ile/kg diet and lowest for fish that were fed a diet containing 12.5 g Ile/kg diet (P,0.05). The GSH content was significantly improved with increasing dietary Ile levels up to 12.5 g Ile/kg diet and decreased thereafter (P,0.05). The regression analysis showed that these parameters quadratically responded to dietary Ile levels (Table 6 ).
Factors involved in antioxidant defense: Cu/Zn-SOD, GPx, CAT, GCL, Nrf2, Keap1, TOR, S6K1 and CK2 mRNA levels
The gene expressions of Cu/Zn-SOD, GPx, CAT, GCL, Nrf2, Keap1, TOR, S6K1 and CK2 in the muscle of young grass carp fed diets containing graded levels of Ile are shown in Figs. 3-6 . The mRNA levels of Cu/Zn-SOD, GPx and GCL gradually improved with the increase of dietary Ile levels up to 12.5 g/kg diet and then significantly depressed (P,0.05) (Fig. 3) . The CAT mRNA levels decreased as dietary Ile levels up to 12.5 g/kg diet and subsequently increased (P,0.05) (Fig. 3) . The Nrf2 mRNA levels were the highest for fish that were fed 12.5 g Ile/ kg diet, followed by 6.6 and 9.3 g Ile/kg diet (P,0.05) (Fig. 4) , and no significant differences were found among the other groups (P.0.05) (Fig. 4) . Keap1 mRNA levels were depressed with higher dietary Ile levels up to 9.3 g Ile/kg diet and subsequently increased (P,0.05) (Fig. 4) , whereas higher Ile levels resulted in a plateau-related response (P.0.05) (Fig. 4) . The TOR and S6K1 mRNA levels gradually increased with increasing Ile levels up to 12.5 g Ile/kg diet and after that decreased (P,0.05) (Fig. 5) . The fish that were fed diets with 6.6 g Ile/kg, 9.3 g Ile/kg and 12.5 g Ile/kg diet showed higher CK2 mRNA levels than other groups (P,0.05) (Fig. 6 ).
Discussion
Ile improved growth performance and muscle nutrient deposition of fish
The acclimatization of laboratory animals aims to minimize stress associated with transportation and to restore their physiological homeostasis, thus eliminating the effect of physiological changes on the research results [39] . In terrestrial animal, the majority of physiological changes in the immune and endocrine systems take 1 to 7 days to normalize [39] . According to the reports, fish have been found to restore physiological homeostasis in two weeks after being transported [40] . In studies investigating the effect of dietary nutrients on fish flesh quality, fish were typically acclimated to the experimental condition for two weeks [41] [42] [43] [44] . Therefore, in the present study, we chose two weeks as the acclimatization period. Young grass carp that were fed the Ile-deficient diet (3.8 g Ile/kg diet) obtained a poor PWG, which was consistent with the reports for juvenile Indian major carp (Cirrhinus mrigala) [30] . The weight gain of fish, in large part, depends on the protein and fat deposition in muscle [2, 45] . The data have demonstrated that the muscle protein and fat contents were lower in the Ile-deficient group and gradually increased with increasing dietary Ile concentrations up to 12.5 g/kg diet, and subsequently decreased, showing that optimal Ile can enhance protein and fat deposition in fish muscle. Furthermore, the protein deposition is associated with amino acid metabolism in fish [30] . Ammonia is the major product of fish amino acid catabolism [28] . In this study, Ile deficiency led to the highest plasma ammonia content in young grass carp; with optimal dietary Ile supplementation, the plasma ammonia content declined, suggesting that appropriate Ile could attenuate amino acid catabolism, resulting in higher amino acid utilization and protein deposition in fish muscle. Moreover, research has indicated that the level of certain EAAs in fish muscle was used as an index of dietary amino acid status [44] . Our results showed that Ile deficiency caused a drop in the total EAAs level in young grass carp muscle and that 6.6-15.2 g Ile/kg diet supplementation could inhibit the decrease, indicating that optimal Ile supplementation simulated a balanced amino acid condition in diet and enhanced protein deposition in fish muscle. Additionally, this study showed that young grass carp that were fed excess Ile (18.5 g Ile/kg diet) had lower leucine concentration in the muscle than fish that were fed 6.6-15.2 g Ile/kg diet, which highlighted an antagonist effect of excess Ile on the leucine level in fish muscle. Similarly, antagonism effects between Ile and leucine were observed in lake trout (Salvelinus namaycush) and rainbow trout (Oncorhynchus mykiss) [6] . The data showed that optimum Ile supplementation could promote deposition of nutrients (fat, protein and EAAs) in young grass carp muscle. Apart from the muscle nutrient composition, the physical quality indicators, such as pH value, firmness and WHC play a key role in consumer acceptance [46] .
Ile improved flesh quality of fish
Muscle pH value is considered to be an important flesh quality parameter and low initial pH post-mortem could be responsible for the deterioration of flesh quality in fish [34] . In the present study, the muscle pH was lower in the Ile-deficient group and significantly increased with higher dietary Ile levels up to 6.6-12.5 g/kg diet, which noted that appropriate Ile improved the muscle pH to prevent flesh quality deterioration in fish. The suppression of lactate accumulation in fish muscle by Ile may contribute to the improvement of muscle pH. Studies on Atlantic salmon implied that the decrease of muscle pH value was ascribed to the lactate accumulation [10] . Our study showed that Ile deficiency induced an elevation of lactate concentration in young grass carp muscle and that when supplement Ile was administered at an adequate level, the elevation was reversed. Additionally, a negative correlation was observed between the pH value and lactate concentration (r520.810, P50.051), which suggested that Ile may have partially improved the muscle pH value by reducing lactate concentration in fish. The inhibition effect of Ile on lactic acid accumulation may be related to the reduced lactate dehydrogenase release in fish muscle. Lactate dehydrogenase is a key enzyme in lactic acid biosynthesis during anaerobic respiration [47] . The first step in Ile catabolism is transamination, which leads to the production of KMV [48] . KMV has been reported to attenuate lactate dehydrogenase release in rat neuron cells [16] . However, whether Ile suppressed the lactic acid accumulation by decreasing the lactate dehydrogenase release in fish muscle warrants additional investigation. The muscle pH value decline was typically accompanied by muscle softening and water loss in fish [49] . Muscle firmness and WHC are two important flesh quality parameters and the decline of these parameters is usually regarded as an indicator of quality loss in fish fillet [34] . In this study, Ile deficiency (3.8 g Ile/kg diet) and excess (18.5 g Ile/ kg diet) led to a drop in young grass carp muscle shear force by approximately 20% and 30% compared with 9.3 g Ile/kg diet group, respectively. Meanwhile, Ile deficiency and excess caused an increase in muscle cooking loss to nearly 24% and 26% above 12.5 g Ile/kg diet group, respectively. The relationships between shear force, cooking loss and dietary Ile levels were described by the following quadratic equations, respectively: Y shear force 520.006x .854, P50.056, indicating that appropriate Ile supplementation could enhance muscle firmness and WHC, thereby improving fish flesh quality. Ile-enhanced firmness and WHC in fish muscle may be attributed to the decreased cathepsin activities. Cathepsin B and L played a key role in fish muscle degradation [35] . The muscle degradation could lead to the fillet softening in Atlantic salmon [34] and fillet water loss in sardine (Sardine pilchardus) [13] . In our study, Ile deficiency and excess induced the enhancement of cathepsin B and L activities in young grass carp muscle, whereas 9.3-12.5 g Ile/kg supplementation could prevent this enhancement, suggesting that optimal Ile could reduce activities of cathepsin B and L in fish muscle. As shown in Table 7 , the correlation analysis indicated that muscle shear force was negatively and cooking loss was positively related to the cathepsin B and L activities, demonstrating that Ile enhanced fish muscle firmness and WHC in part by decreasing cathepsin B and L activities. Additionally, the enhanced firmness and WHC in this study may be observed because Ile elevated collagen content in fish muscle. It was implied that the high collagen content contributed to muscle firmness in Atlantic salmon [50] . Ofstad et al. [51] demonstrated that collagen glued together the muscle fibers and fiber bundles, which contributed to water holding of fish muscle. In the present study, compared with Ile deficiency and excess, optimal dietary Ile supplementation increased collagen content in young grass carp muscle. The correlation analysis showed that the muscle shear force was positively and cooking loss was negatively correlated to the collagen content ( Table 7 ), suggesting that Ile-enhanced firmness and WHC may be in part attributed to the increased collagen content in fish muscle. Moreover, the positive effect of Ile on firmness may be correlated with the increased glutamic acid content in fish muscle. Larsson et al. [8] indicated that glutamate supplementation resulted in firmer fillets in Atlantic salmon. In this study, young grass carp that were fed Ile deficient and excessive diets had lower glutamic acid contents in the muscle than fish that were fed 6.6-15.2 g Ile/kg diet, demonstrating that appropriate Ile elevated glutamic acid content in fish muscle. As shown in Table 7 , a positive correlation was observed between muscle shear force and glutamic acid content, which suggested that Ile improved fish muscle firmness in part by increasing the glutamic acid content in fish muscle. All together, the data showed that appropriate dietary Ile could improve grass carp flesh quality. Several studies have demonstrated that the ROS-caused oxidative damage of lipids and proteins was suggested to be a major cause of flesh quality loss in fish [31] .
Ile enhanced antioxidant defense and regulated antioxidant enzyme gene expression in fish muscle
N2 and NOH are two oxygen free radicals strongly involved in oxidative damage, which primarily shows as lipid peroxidation and protein oxidation [12, 14] . In the present study, relative to Ile deficiency and excess, appropriate dietary Ile supplementation enhanced O 2
N2
-scavenging ability (indicated by ASA capacity) and NOH-scavenging ability (indicated by a-HR capacity) and decreased MDA and PC contents in young grass carp muscle, supporting that optimal Ile promoted the removal of free radicals to alleviate oxidative damage in fish muscle. Oxygen free radical removal is dependent on non-enzymatic compounds, such as GSH, and antioxidant enzymes, such as Cu/Zn-SOD, GPx and CAT in fish [12] . GCL is the rate-limiting enzyme in GSH synthesis [52] . In our study, Ile deficiency and excess induced a decline of GSH content in the muscle of young grass carp, whereas optimal Ile supplementation could reverse this decline; likewise, the mRNA level of GCL followed a similar pattern with GSH content. The correlation analysis showed a significant positive correlation between GSH content and GCL mRNA level (r5+0.864, P,0.05) in the muscle of young grass carp, indicating that Ile improved muscle GSH content in fish muscle in part by promoting the mRNA expression of GCL. This study showed that Ile deficiency and excess caused decreased Cu/Zn-SOD and GPx activities in young grass carp muscle, and appropriate dietary Ile could inhibit the decrease. Positive correlations were observed between ASA and Cu/Zn-SOD activity (r5+0.888, P,0.05), as well as a-HR and GPx activity (r5+0.650, P50.162), demonstrating that Ile-enhanced radical-scavenging ability may be ascribed to the improvement of Cu/Zn-SOD and GPx activities in fish muscle. As shown in Table 8 , the correlation analysis indicated that muscle shear force was positively correlated with GSH content, the activities of Cu/Zn-SOD and GPx and negatively correlated with MDA content, PC content, whereas the muscle cooking loss was positively related to MDA content, PC content and negatively related to GSH content, GPx activity. All of these data provided a likely explanation for Ile to improving fish flesh quality by enhancing antioxidant defense in young grass carp muscle.
The antioxidant defense in fish, in large part, relies on the activities of antioxidant enzymes [14] . Previous studies have demonstrated that antioxidant enzyme activities were closely associated with their gene expressions [18] . Our data demonstrated that the Cu/Zn-SOD and GPx mRNA levels in muscle were lower in young grass carp that were fed Ile deficiency and excess diets compared with the adequate dietary Ile-supplemented group, which was positively correlated to their respective enzyme activities (r5+0.591, P50.217; r5+0.790, P50.062). The results suggest that Ile-improved Cu/Zn-SOD and GPx activities may be attributed to the up-regulation of their mRNA expressions in fish muscle. Interestingly, in the present study, Ile deficiency and excess enhanced the activity and mRNA level of CAT in young grass carp muscle. The explanation may be that Ile deficiency and excess induced the increase of H 2 O 2 in fish muscle. Ile is the precursor of KMV and Ile deficiency could cause the depletion of KMV in fish muscle [6] . It was implied that the lack of KMV resulted in an elevated level of H 2 O 2 in human skin fibroblasts [16] . Bridi et al. [53] suggested that excessive Ile accumulation increased the production of H 2 O 2 in rat cerebral cortex. Additionally, studies in rat neonatal ventricular myocytes have shown that high concentrations of H 2 O 2 can induce the transcriptional activation of CAT, which in turn can led to the improvement of its activity [54] . Hence, the elevated CAT activity and mRNA expression by dietary Ile deficiency and excess may be related to the increase of H 2 O 2 , which warrants additional investigation in fish muscle.
Ile regulated antioxidant-related signaling molecule expressions in fish muscle
Nrf2 is a major transcription factor that regulates gene expression of antioxidant enzymes [19] . Several studies have indicated that the up-regulation of Nrf2 gene expression could increase the Cu/Zn-SOD mRNA level in human mesenchymal stem cells [55] and the GPx mRNA level in mice lung [56] . In the current study, Ile deficiency and excess caused a down-regulation of the Nrf2 mRNA expression level in young grass carp muscle, and optimal dietary Ile could reverse this downregulation. The correlation analysis indicated that the mRNA levels of Cu/Zn-SOD (r5+0.836, P,0.05) and GPx (r5+0.849, P,0.05) were positively related to the Nrf2 mRNA level, suggesting that the enhanced Cu/Zn-SOD and GPx mRNA expressions by Ile may be in part ascribed to the up-regulation of Nrf2 mRNA expression in fish muscle. To the best of our knowledge, the nuclear translocation of Nrf2 was essential for transcriptional activation of antioxidant enzyme genes in mice [57] . Keap1, a cytosolic Nrf2-binding protein, bridges Nrf2 to Cul3-based E3 ubiquitin ligase for proteasome degradation [58] . It was shown that the downregulation of Keap1 gene expression in murine lung promoted Nrf2 to move from cytoplasm to the nucleus, resulting in the enhancement of Cu/Zn-SOD and GPx mRNA expressions [59] . In the present study, compared with 9.3 g Ile/kg diet, deficiency and excess of Ile resulted in an up-regulation of Keap1 mRNA expression in young grass carp muscle, suggesting that optimal Ile may induce the nuclear translocation of Nrf2 to enhance Cu/Zn-SOD and GPx gene expressions by down-regulating the expression of Keap1 mRNA in fish muscle. Additionally, Nrf2 expression is regulated by its upstream signaling molecules, such as TOR. It was reported that TOR together with its target, ribosomal S6 protein kinase1 (S6K1), could stimulate Nrf2 expression in human brain endothelial cells [60] . Furthermore, CK2 emerged as a key regulator in the activation of TOR expression in human lung carcinoma cells [21] . In our study, we showed that Ile deficiency and excess led to a down-regulation of TOR, S6K1 and CK2 mRNA levels in young grass carp muscle and that with appropriate dietary Ile supplementation, the down-regulation was restored. The correlation analysis showed that the Nrf2 mRNA level was positively correlated to the mRNA levels of TOR (r5+0.990, P,0.001) and S6K1 (r5+0.936, P,0.05), whereas a positive correlation was observed between the TOR mRNA level and the CK2 mRNA level (r5+0.870, P,0.05), implying that Ile-induced up-regulation in Nrf2 mRNA expression was due in part to the enhancement of TOR, S6K1 and CK2 mRNA expressions in fish muscle. However, additional studies are warranted to explore the detailed manner in which Ile regulates the expression of these signaling molecules of the Nrf2 pathway in fish.
Ile requirements of young grass carp
The dietary Ile requirements of young grass carp (253.4-660.8 g) estimated from muscle cooking loss and PWG using quadratic regression analysis were 11.1 g/kg and 12.2 g/kg diet, corresponding to 36.0 g/kg and 39.3 g/kg protein, respectively. Similar requirements may result from the optimal dietary Ile enhanced protein synthesis in fish muscle. Periago et al. [61] implied that muscle protein, such as sarcoplasmic protein, played an important role in fish muscle water holding. Several studies have confirmed that protein deposition in muscle tissue was the foundation of fish growth [34] . In our study, optimal Ile supplementation could promote protein deposition in the muscle of young grass carp, which may interpret the similar requirements estimated from muscle cooking loss and PWG. The effect of dietary Ile on muscle protein properties correlated with flesh quality should be evaluated in the future.
Conclusions
The present study demonstrated that both dietary Ile deficiency and excess led to flesh quality deterioration (softening, water loss and pH decline) of fish and that when supplement dietary Ile was administered at an appropriate level, the flesh quality deterioration was restored. Appropriate dietary Ile supplementation improved flesh quality in part by suppressing lipid peroxidation and protein oxidation, which may be attributed to the enhancement of GSH content and Cu/ Zn-SOD and GPx activities. The results of mRNA expressions of Cu/Zn-SOD and GPx might go further to support Ile-increased Cu/Zn-SOD and GPx activities. Moreover, the results of mRNA expressions of signaling molecules (Nrf2, Keap1, TOR, S6K1 and CK2) involved in the Nrf2 pathway revealed the potential beneficial effect of dietary Ile on Cu/Zn-SOD and GPx gene expressions. All of the data provided a portion of theoretical basis for developing Ile as an effective natural antioxidant to improve flesh quality in fish. Nevertheless, additional investigation must be conducted to study the detailed mechanisms by which dietary Ile improves flesh quality of fish. Meanwhile, the dietary Ile requirement based on muscle cooking loss of young grass carp (253.4-660.8 g) was 11.1 g/kg diet, corresponding to 36.0 g/kg protein, which was approximate to the Ile requirement for PWG (12.2 g/kg diet or 39.3 g/kg protein).
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